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IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

In re Patent Application of 

BLAKE et al Atty. Ref.: 39-187 

Serial No. Unknown Group: 
Filed: August 13, 1999 Examiner: 
For: DRUG TARGETING 

August 13, 1999 

Assistant Commissioner for Patents 
Washington, DC 20231 

Sir: 

PRELIMINARY AMENDMENT 

Examination of this application should be initiated based on the claims as 
amended under PCT Article 34. Prior to calculation of the filing fee and in order to 
place the above identified application in better condition for examination, please amend 
the claims as follows: 
IN THE CLAIMS 

Claim 4, line 1 , delete "or claim 3". 

Claim 5, line 1, delete "any one of claims 1 to 4" and insert - claim 1 --. 
Claim 13, lines 1 and 2, delete "any one of claims 1 to 5" and insert 
-- claim 1 --. 

Claim 15, lines 1 and 2, delete "any one of claims 1 to 5" and insert 
-- claim 1 --. 

Claim 16, lines 1 and 2, delete "any preceding claim" and insert -- claim 1 --. 
Claim 19, lines 1 and 2, delete "any one of claims 1 to 18" and insert 
-- claim 1 --. 

Claim 20, line 2, delete "any one of claims to to 18" and insert -- claim 1 -. 



BLAKE et al 

Serial No. Unknown 



Claim 21 , line 1 , delete "any one of claims 1 to 18" and insert -- claim 1 --. 
Claim 22, line 1 , delete "any one of claims 1 to 18" and insert -- claim 1 --. 
Claim 23, line 1, delete "any one of claims 1 to 18" and insert -- claim 1 --. 
Claim 25, line 3, delete "any one of claims 1 to 19" and insert -- claim 1 --. 
REMARKS 

The above amendments are made to place the claims in a more traditional 



MJW:lmy 

1100 North Glebe Road, 8th Floor 
Arlington, VA 22201-4714 
Telephone: (703) 816-4000 
Facsimile: (703)816-4100 



format. 
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DPTTG TARGETING U 

The present invention relates to bioreductive drug 
conjugates for use in targeting of therapeutic agents to 
localised regions of hypoxic and/or ischemic tissue 
within the body. 

Reduced oxygen tension (hypoxia) has been 
demonstrated in a variety of tumor types. In fact, it 
has long been suspected that oxygen deficiency in tumors 
may be a limiting factor in the control of tumors by 
radiotherapy. Relatively recently, the presence of 
hypoxia in tumors has been exploited in their treatment . 

Bioreductive drugs require metabolic reduction to 
generate cytotoxic metabolites . This process is 
facilitated by the presence of appropriate reductases 
and the lower oxygen conditions present in some 
cancerous (hypoxic) as compared to normal (normoxic) 
tissue. As a result, a number of bioreductive drugs 
capable of producing cytotoxic metabolites under hypoxic 
conditions have been proposed for use in combination 
with radiotherapy treatment of tumors. 

A number of bioreductive compounds are known to act 
as potent alkylating agents after undergoing reduction 
in vivo. Examples of known bioreductive alkylating 
agents include compounds such as activated enamines, 
vinylogous quinone methides, simple quinone methides and 
a-methylene lactones or lactams. Bioactivation of such 
compounds produces species which are electron deficient 
and which are capable of covalent binding to a 
nucleophilic centre on a biomolecule, such as DNA. 

Most bioreductive drugs that have been developed 
for use in the treatment of tumors exhibit an optimum 
"trapping" potential when hypoxia is profound 
(p0 2 < 12 mm Hg) and this is believed to form the basis 
for their selectivity for cancerous as opposed to normal 
tissues . 

Bioreductive drugs have also been proposed for use 
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in several methods for the detection of hypoxic cells in 
tumors. In this way, radiotherapy treatment may be 
optimised for individual patients on the basis of the 
oxygen status of their tumors . 

US-A-5086068 describes the use of nitroaromatic 
compounds in the detection of hypoxic cells in normal 
and tumor tissue. An immunogenic conjugate comprising a 
nitroaromatic compound and an immune response inducing 
carrier is used in vitro to raise antibodies specific to 
the nitroaromatic compound. These antibodies are in 
turn used to detect the presence of hypoxic tissue 
following in vivo administration of the nitroaromatic 
compound. 

A number of methods have also been described for 
detecting the presence of hypoxic cells in tumors using 
a labelled 2 -nitroimidazole in which labelled fragments 
of the nitroimidazole compound bind to cellular 
macromolecules . More recently, the use of an 
immunologically detectable hapten such as theophylline 
covalently bound to a 2 -nitroimidazole has been 
suggested as a method of indent if ying hypoxic cells {see 
Brit. J. Cancer £2: 119-125, 1991 & 72: 1462-1468, 1995, 
and Anti-Cancer Drug Design 10: 227-241, 1995) . 
Bioreduction of the nitroimidazole leads to binding of 
bioreductive metabolites, and hence the theophylline 
side-chain, to intracellular molecules. Immunochemical 
techniques are then used to stain and thus locate those 
cells containing the bound theophylline. 

Other agents comprising a bioreductive moiety, e.g. 
2 -nitroimidazole, for the diagnosis or treatment of 
hypoxic cells are described in US-A-5387692 . 

A number of bioreductive agents have been described 
for use in the delivery of cytotoxic drugs to hypoxic 
tumor tissue in which bioreductive activation at the 
tumor site results in selective delivery of the drug. 
However, following drug delivery the bioreductive 
compound remaining in the tissues is itself a potential 
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alkylating agent and thus cytotoxic, thereby rendering 
such a system entirely unsuitable for use as a 
non-cytotoxic drug delivery vehicle in diseases other 
than cancer. Hypoxia- selective bioreductive drug 
delivery agents proposed for use in ant i- tumor therapy 
are described, for example, in Dissabs. £7: 31004, 1987 
and in J. Med. Chem. 3_4_: 2933-2935, 1991. 

Delivery systems which utilise bioreduction to 
deliver a non-cytotoxic drug species have also been 
proposed. For example, a delivery system based on 
quinone propionic acid has been described (see 
Pharmaceutical Research 8(3) : 323-330, 1991) in which 
the benzoquinone acts as the trigger and the propionic 
acid moiety allows for linkage either to an amine moiety 
(e.g. an enzyme inhibitor) or to an alcohol (e.g. a 
steroid) . Two electron activation of the benzoquinone 
trigger facilitates intramolecular cyclisation 
generating a stable lactone, a process which results in 
elimination of the drug species. However, the lactone 
produced is itself a potential alkylating agent. This 
system is thus unsuitable for use as a non-cytotoxic 
drug delivery system. Furthermore, in aqueous solution 
in the absence of a reducing agent the lactone produced 
following drug delivery is very unstable and undergoes 
degradation. The instability of this prodrug system in 
aqueous solution thus precludes its use for drug 
delivery in vivo. 

We now propose an improved method for the specific 
targeting of a drug to areas of hypoxic and/or ischemic 
tissue, e.g. cells, tissues and/or organs, within the 
body in which the desired drug species is linked to a 
non-cytotoxic bioreductive compound or carrier. In this 
method, any direct interaction of the carrier with DNA 
or other biomolecules is minimised, thus avoiding 
potential mutagenic side effects. 

In particular, we now propose a method capable of 
targeting drugs to sites of inflammation within the body 
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associated with hypoxia and/or ischemia, e.g. to the 
synovium in the treatment of rheumatoid arthritis . This 
method not only has the effect of reducing the risk of 
systemic side effects of the drug, but also enhances the 
therapeutic effect of the drug. 

Thus, viewed from one aspect the invention provides 
a bioreductive conjugate comprising a non- cytotoxic 
bioreductive moiety with linked thereto at least one 
therapeutic agent . 

The bioreductive conjugates in accordance with the 
invention are substantially stable in an oxygenated 
environment. However, in a hypoxic or ischemic 
environment, reductive activation results in release of 
the therapeutic agent from the bioreductive moiety and 
thus its targeted delivery to the site of hypoxia or 
ischemia which may be an organ, tissue, cell or group of 
cells. In general, on bioreduction the bioreductive 
moiety will undergo an intramolecular rearrangement or 
intramolecular cyclisation reaction which in turn 
provides for release of the therapeutic agent at the 
target site. 

As used herein, the term "bioreductive moiety" is 
intended to define any molecule which is reduced in the 
presence of reducing enzymes or reductases . For 
example, a bioreductive moiety may be any substantially 
non-reactive molecule which in the presence of 
reductases is converted into a more reactive form. 
Preferred bioreductive moieties for use in the invention 
are those which on reductive activation become electron- 
rich and which are thereby capable of intramolecular 
bond rearrangement to deliver a therapeutic agent . 

As used herein, "non- cytotoxic bioreductive moiety" 
is used to define any bioreductive moiety having 
substantially no cytotoxic activity in vivo. Thus, it 
is intended that the bioreductive moiety for use in 
accordance with the invention is not only in itself 
non- cytotoxic, but that this produces substantially no 
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cytotoxic species following bioreductive activation. By 
"non- cytotoxic" it is meant that the bioreductive moiety 
does not interact directly with DNA. Preferably, the 
bioreductive moiety is substantially non-mutagenic . 
Thus, the bioreductive moiety is intended to function 
merely as a non-cytotoxic carrier or targeting agent for 
the drug species which, following delivery of the drug 
at the target site, is eliminated from the body in the 
absence of any undesirable side-effects. 

The bioreductive conjugates in accordance with the 
invention have a targeting effect on tissues having 
reductase activity. This is believed to be a 
consequence of hypoxic metabolism and/or reduced 
oxygenation of such tissues. 

In one embodiment the invention provides 
bioreductive conjugates of formula (I) : 

A(B) n (I) 

where A is a non-cytotoxic bioreductive moiety, each B 
is independently the residue of a therapeutic agent, and 
n is an integer, preferably from 1 to 3 , particularly 1. 

A and B are stably conjugated in an oxygenated 
environment and are such that A is non-cytotoxic and B 
when conjugated to A is non-cytotoxic. On reductive 
activation of A, A and B detach and A is itself either a 
stable, non-cytotoxic species or, more preferably, A 
reacts with itself to form a stable, non-cytotoxic 
species . 

Preferred compounds for use in accordance with the 
invention are those which have the ability to penetrate 
poorly perfused tissues and which only release the 
active drug in a hypoxic and/or ischemic environment . 

A large number of bioreductive agents of diverse 
structure are known. These include quinones, aromatic 
nitro compounds and N-oxides. As mentioned above, those 
intended for use in accordance with the invention should 
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be substantially non-cytotoxic following bioreductive 
activation. This may be achieved in a number of 
ways . 

Following bioreduction of the conjugate and 
delivery of the drug species to the target site, the 
final form of the bioreductive carrier may itself 
comprise a stable, non-cytotoxic species, for example a 
compound having no potential alkylating centre. 
However, in a preferred embodiment of the invention, 
cytotoxicity of the bioreductive moiety may be reduced 
by providing a nucleophilic centre within the 
bioreductive compound itself. Following release of the 
drug an alkylating centre is formed. However, the 
proximity of the nucleophilic centre ensures that 
intramolecular alkylation occurs in preference to 
alkylation of any biomolecules such as DNA. In this 
way, substantially no cytotoxic species are formed. 
Such systems may be referred to as "self -alkylating" . 

Examples of electron rich groups capable of acting 
as a nucleophilic moiety in the bioreductive compound 
include oxygen, sulphur and nitrogen atoms. Thus, for 
example, inclusion of a suitably positioned amino, thio 
or hydroxyl group within the bioreductive compound will 
favour intramolecular alkylation resulting in a 
non-cytotoxic product on release of the drug at the site 
of hypoxia/ischemia. Suitable nucleophilic moieties 
which may be present in the bioreductive moiety include 
-OH, -SH, -NH 2 and -NHR in which R is alkyl, e.g. 

Cj-3 alkyl. Other suitable nucleophilic moieties will be 
known to those skilled in the art . 

Alternatively, the bioreductive compound for use in 
the invention may be rendered non-cytotoxic following 
drug delivery by means of the introduction of steric 
hindrance capable of presenting a physical blockage to 
attack upon the bioreductive by any nucleophile . Thus, 
the presence of a bulky group either at or in close 
proximity to any potential alkylating centre generated 
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in the bioreductive moiety following drug delivery- 
serves to abolish alkylating reactivity thus preventing 
alkylation of any biomolecules . Examples of groups 
which may be used in this way include linear or, more 
preferably, branched, C 4 . 20 alkyl or alkenyl groups, e.g. 
tert . butyl . Other groups capable of providing steric 
hindrance will be known to those skilled in the art. 

Particularly preferred bioreductive conjugates in 
accordance with the invention include compounds of 
formula II: 



(wherein 

R 1 and R 2 independently represent hydrogen or halogen 
atoms, or a group R, OR, SR, NHR, NR 2 , C0 2 R or CONHR; 

or, alternatively, R 1 and R 2 together with the 
intervening ring carbon atoms form a 5-7 membered, 
preferably 5- or 6 -membered, carbocyclic or heterocyclic 
ring itself optionally substituted by one or more 
halogen atoms, or by one or more groups selected from R, 
OR, SR, NHR, NR 2 , C0 2 R and CONHR; 

Z represents an alkyl, alkenyl, aryl or aralkyl group 
optionally carrying at least one OH, SH, NH 2 or NHR 7 
group in which R 7 is an alkyl group; 

R 3 , R 4 , R 5 and R 6 independently represent hydrogen atoms 



E 




O 



(ID 
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or an alkyl or alkenyl group; 

each group R independently represents a hydrogen atom, 
an alkyl or alkenyl group; 

E represents the residue of a therapeutic agent to be 
delivered, optionally attached via a linking group L; 

m = 0, 1, 2 or 3, preferably 1; 

p = 0 or 2, preferably 0; 

with the proviso that when m = 1 then p = 0) 

or a salt thereof. 

Preferred compounds of formula II include those 
wherein Z represents a group of the formula (CH 2 ) n XH in 
which n = 0, 1, 2 or 3 , preferably 0; and X represents 
an oxygen or sulphur atom or, preferably, X represents a 
group of formula NY wherein Y represents a hydrogen atom 
or an alkyl group. Such compounds may act as "self- 
alkylating" systems. 

Particularly preferred compounds of formula II are 
those wherein Z represents a group of the formula 
(CH 2 ) n XH in which X represents an amino group; 

R 1 and R 2 each represent alkoxy groups or, together with 
the intervening ring carbon atoms, R l and R 2 form a 
benzene ring; 

R 3 , R 4 , R 5 and R 6 each represent hydrogen atoms; and 
n = 0 , m = 1 and p - 0 . 



Alternatively, in relation to the compounds of 
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formula II, particularly when Z is other than a group of 
the formula (CH 2 ) n XH, reduction of the quinone to its 
hydroquinone form may facilitate an intramolecular 
cyclisation reaction via the hydroxy group present on 
the hydroquinone ring and subsequent elimination of the 
drug species. The resulting cyclic ether is non- 
cytotoxic . 

Reaction scheme 1 below illustrates the preparation 
of a preferred bioreductive conjugate of formula II in 
which R 1 , R 2 and Z are as hereinbefore defined. As will 
be seen, bioreductive activation of the conjugate 
results in the formation of a cyclic ether which is an 
analogue of vitamin E and non- cytotoxic . 

Scheme 1 : 





I pyridine 
▼ thenH 2 0 



O 




(Me) 2 NP(0)Cl 2 

DME 

pyridine 



SUBSTITUTE SHEET (RULE 26) 
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(III) 



P and Q together with the intervening ring carbon atoms 
form a quinone or indoloquinone ring, a nitroaromatic, 
N-oxide or diazoaromatic compound, itself optionally 
substituted by one or more halogen atoms, or by one or 
more groups selected from R, OR, SR, NHR, NR 2 , C0 2 R and 
CONHR; 



SUBSTITUTE SHEET (RULE 26) 
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R 1 represents a hydrogen or halogen atom, or a group R, 
OR, SR, NHR, NR 2 , CO z R or CONHR; 

R 3 , R 4 and R 5 independently represent hydrogen atoms or 
an alkyl or alkenyl group; 

each group R independently represents a hydrogen atom, 
an alkyl or alkenyl group; 

E represents the residue of a therapeutic agent to be 
delivered, optionally attached via a linking group L) ; 

or a salt thereof . 

Preferred compounds of formula III are those 
wherein P and Q together with the intervening ring 
carbon atoms form a quinone or indoloquinone ring; and 

R 1 , R 3 , R 4 and R 5 each represent hydrogen atoms or methyl 
groups . 

To act as " self -alkylating" systems, the electron- 
rich heteroatom present in the reduced form of the ring 
system of the compounds of formula III should preferably 
be no more than 6 bonds from the carbon atom linked to 
the therapeutic agent, E. 

Other preferred bioreductive conjugates in 
accordance with the invention include the compounds of 
formula IV: 



E 




(IV) 
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(wherein 

S and T together with the intervening ring carbon atoms 
form a quinone or iminoquinone ring, a nitroaromatic or 
N-oxide, e.g. an aromatic N-oxide, compound, itself 
optionally substituted by one or more halogen atoms, or 
by one or more groups selected from R, OR, SR, NHR, NR 2 , 
C0 2 R and CONHR; 

Z represents an alkyl, alkenyl, aryl or aralkyl group 
optionally carrying at least one OH, SH, NH 2 or NHR 6 
group in which R 6 is an alkyl group ; 

R 7 represents an alkyl group, preferably alkyl; 

R 3 , R 4 and R 5 independently represent hydrogen atoms or 
an alkyl or alkenyl group; 

each group R independently represents a hydrogen atom, 
an alkyl or alkenyl group; 

q = 0, 1, 2 or 3 , preferably 0 or 1; 

E represents the residue of a therapeutic agent to be 
delivered, optionally attached via a linking group L) ; 

or a salt thereof . 

Preferred compounds of formula IV are those in 
which S and T together with the intervening ring carbon 
atoms form a quinone or N-oxide compound ; 

R 3 , R 4 and R 5 each represent hydrogen atoms; 

R 1 is methyl ; 



Z represents a group of formula (CH 2 ) n XH wherein X 
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represents an oxygen or sulphur atom or, preferably, a 
group of formula NY in which Y represents a hydrogen 
atom or an alkyl group, and n = 0, 1, 2 or 3 ; and 

q = 0 or 1 . 

In relation to the compounds of formula IV, 
alkylating activity may effectively be abolished 
following drug delivery by choosing as group Z a bulky 
group capable of providing steric hindrance. In such 
cases, Z is preferably a linear or, more preferably, 
branched, C 4 _ 20 alkyl or alkenyl group. Alternatively, 
such compounds may act as "self -alkylating" systems in 
cases where Z represents a group of the formula (CH 2 ) n XH. 

In each of the compounds of general formulae II -IV 
above, the substituents R, R 1 , R 2 , R 3 , R 4 , R 5 , R 6 and R 7 
may be selected to provide the conjugate with optimum 
redox potential, solubility, enzyme specificity etc. 

As used herein, the term "heterocyclic group" is 
intended to define a carbocyclic group interrupted by at 
least one heteroatom selected from oxygen, sulphur and 
nitrogen. 

Examples of preferred carbocyclic or heterocyclic 
rings include benzene, pyridine, pyrrole, furan, 
pyrazine, piperidine, piperazine, pyrrolidine, 
morpholine and thiomorpholine rings. 

In each of the compounds of formulae II- IV, 
preferred halogen atoms are fluorine and chlorine. 

In the bioreductive conjugates of the invention, 
any alkyl or alkenyl moiety, unless otherwise stated, 
may be straight -chained or branched and preferably 
contains from 1 to 8, more preferably 1 to 6 , and 
especially preferably 1 to 4, carbon atoms. Aryl 
moieties, unless otherwise stated, preferably contain 
from 5 to 12 ring atoms and especially preferably 
comprise phenyl rings. 

Preferred salts of the compounds of formulae I -IV 
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are those which are suitable for administration to 
patients and are thus pharmaceutically or 
physiologically acceptable salts. Such salts may be 
formed with various inorganic and organic acids and 
include the ammonium, alkali and alkaline earth metal 
salts . 

Reductases known to be involved in activation of 
bioreductive compounds include DT diaphorase, cytochrome 
P450, NADPH- dependent cytochrome P450 reductase and 
xanthine oxidase. The ease of reduction of any given 
bioreductive agent will depend upon its ability to act 
as a substrate for the intracellular reductases and the 
expression levels of such enzymes within the particular 
cell type. The choice of bioreductive compound for use 
in the invention will thus depend upon the type of 
enzymes present at the target site. Indeed, it may be 
useful to determine the relative enzyme activities in 
the target tissues of individual patients before 
starting treatment. 

It is clearly desirable that the bioreductive 
conjugate should reach the target site intact. Since 
bioreduction of the conjugate is dependent upon the 
redox potential of the bioreductive moiety present, this 
may be selected such that this is less susceptible to 
reduction by ubiquitous systems such as NADH or NADPH, 
thereby increasing the chances that the conjugate will 
reach the target site still intact. In general, those 
bioreductive compounds having an optimal redox potential 
will be more selective in targeting of hypoxic cells and 
are thus preferred for use in the invention. 

Examples of bioreductive compounds preferred for 
use in the invention include the quinones, 
naphthoquinones, indoloquinones and quinolino quinones 
and their derivatives. The electron deficient quinone 
nucleus in such compounds readily undergoes reduction in 
vivo to form the corresponding electron rich 
hydroquinone which in turn is capable of intramolecular 



WO 98/35701 



PCT/GB98/00461 



- 15 - 

rearrangement to release the drug. Particularly 
preferred quinones include the 1 , 4 -benzoquinones and the 
naphthoquinones in which the quinone ring carries an 
optionally hydroxy or amino substituted alkenyl group, 
e.g. a propenyl group, and an adjacent nucleophilic 
moiety, e.g. an amino group. Indoloquinones are 
particularly good substrates for DT diaphorase, an 
enzyme commonly found in most tissues. 

A particularly preferred bioreductive conjugate in 
accordance with the invention is shown in reaction 
scheme 2 given below in which the bioreductive moiety is 
a 1, 4-benzoquinone and the therapeutic agent is 
dexamethasone , an anti- inflammatory agent which may be 
used in the treatment of rheumatoid arthritis. 

Scheme 2 : 
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favoured 6-endo-trig 
ring dosure 




DEXAMETHASONE 



The invention is considered to have utility in 
connection with the delivery of a wide range of 
therapeutic agents. The expressions "therapeutic agent" 
and "drug" are used interchangeably herein and are 
intended to define any atom, ion or molecule which in 
vivo is capable of producing an effect detectable by any 
chemical, physical or biological examination. A 
therapeutic agent will in general be any substance which 
may be administered to a human or non-human animal body 
to produce a desired, usually beneficial, effect and may 
be an agent having either a therapeutic or a 
prophylactic effect . 

Examples of therapeutic agents suitable for use in 
accordance with the invention include agents in all of 
the major therapeutic areas including anti- infectives 
such as antibiotics and antiviral agents, analgesics, 
anaesthetics and anti -inflammatory agents. Anti- 
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neoplastics, including known cytotoxic agents may also 
be used. The exact choice of therapeutic agent will 
naturally depend upon the desired therapeutic 
application. 

Whilst it is envisaged that in general the 
therapeutic agent will itself be non- cytotoxic , the 
bioreductive carrier may be used to deliver cytotoxic 
agents, e.g. in ant i- tumor treatment. 

Examples of other therapeutic agents for use in 
acordance with the invention include agents administered 
to the human or animal body for diagnostic purposes, 
e.g. for use in radioimaging techniques. In this 
regard, a radiolabelled steroid may be linked to a non- 
cytotoxic bioreductive compound for use in the detection 
of hypoxic cells in tumor tissues. 

Methods for attaching bioreductive compounds to a 
therapeutic agent are within the level of skill in the 
art. In general, the conjugates in accordance with the 
invention can be prepared by linkage of a non -cytotoxic 
bioreductive moiety to at least one therapeutic agent. 
Linkage of the therapeutic agent to the bioreductive 
moiety may be effected through any reactive group and 
standard coupling techniques are known in the art. 
Preferred reaction conditions, e.g. temperature, 
solvents, etc. depend primarily on the particular 
reactants and can readily be determined by those skilled 
in the art. In general, any reactive groups present, 
e.g. amino, carboxy etc. will be protected during 
coupling of the bioreductive with the therapeutic agent, 
although it is possible to leave some groups 
unprotected. After coupling, the resulting compound may 
be purified, e.g. by chromatography. 

The bioreductive moiety may be bonded directly to 
the therapeutic agent or may be bonded by a linker 
group, L. Linkage between the bioreductive and the 
therapeutic agent may be effected via any reactive group 
present in the bioreductive moiety, e.g. a primary 
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amine, carboxylate, alcohol, thiolate, etc. Preferably, 
the bioreductive moiety is linked to the therapeutic 
agent via an ester, phosphate ester, ether, amine, thiol 
or thiol ester bond or any combination thereof. 

The linker group serves to link the bioreductive 
moiety to at least one therapeutic agent. Besides 
filling this role as a linker, the linker group may be 
selected to yield a bioreductive conjugate having 
desired characteristics. For example, appropriate 
choice of a linker group may serve to enhance the 
resistance of the conjugate to non-bioreductive 
metabolism and/or enhance delivery of the drug molecule 
at the target site. It may also be possible to optimise 
the redox potential, enzyme or tissue specificity, or 
the solubility of the conjugate by attaching to or 
incorporating within the linker group appropriately 
selected moieties, e.g. groups which are tissue 
targeting. Thus, the ability to alter the nature of the 
linker group provides for the possibility of altering 
the physicochemical properties, e.g. solubility, and 
biological properties, e.g. biodistribution, of the 
bioreductive conjugate. The primary function of the 
linker is however to link together the bioreductive 
compound and the drug. 

Linker groups L particularly suitable for use in 
the invention for those drugs having a free -OH or -SH 
group include the following in which E represents the 
residue of a drug species : 



-O-CO- (CH 2 ) n -C0-X-E 



and 



— O' 
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(wherein n is an integer from 1 to 3 ; 

X represents a sulphur or oxygen atom which may form 
part of the drug molecule E; 

and R 8 and R 9 each independently represent F or Cl) . 

The bioreductive itself may be synthesised in 
accordance with conventional synthesis techniques. 
Techniques for the synthesis of quinones, in particular 
indoloquinones are described for example in J. Org. 
Chem. 5_0 :4276-4281 (1985) . 

Viewed from a further aspect the invention provides 
a process for the preparation of a bioreductive 
conjugate comprising a non-cytotoxic bioreductive moiety 
with linked thereto at least one therapeutic agent, said 
process comprising linking at least one therapeutic 
agent to a non-cytotoxic bioreductive moiety. 

There are believed to be many conditions which may 
benefit from the drug delivery system of the invention. 
These are primarily conditions associated with hypoxia 
and/or ischemia . Hypoxia is any state in which a 
physiologically inadequate amount of oxygen is available 
to, or utilised by, any given tissue or group of tissues 
within the body. Ischemia is any local diminution in 
the blood supply to any tissue in the body and may arise 
as a result of obstruction in the flow of arterial blood 
or vasoconstriction. In general, ischemia will 
ultimately lead to hypoxia . 

In a clinical setting, tissues may become hypoxic 
and/or ischemic as a result of a number of different 
conditions in the body. Reduction of the blood supply 
to body tissues has the effect of inducing ischemia, for 
example in atherosclerosis, diabetes or following tissue 
or organ transplantation. Inflammatory or cancerous 
response may also lead to the tissue either physically 
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or metabolically outgrowing its vascular supply, again 
leading to ischemia and/or hypoxia. 

Non-limiting examples of conditions which may be 
treated using the bioreductive conjugates of the 
invention include inflammatory conditions, e.g. 
rheumatoid arthritis, and other arthritic conditions 
such as osteoarthritis, diabetes, atherosclerosis, 
stroke, sepsis, Alzheimer's disease and other 
neurological diseases, cancer, kidney disease, digestive 
diseases and liver disease. Other conditions of 
interest include chronic periodontitis and ischemia 
following tissue transplantation. 

The bioreductive conjugates of the invention may 
also find use in the treatment of a wide range of 
inflammatory conditions in which hypoxia and/or ischemia 
may be implicated, in particular in treating 
inflammatory conditions of the soft tissues. In the 
case of certain inflammatory conditions of the 
gastrointestinal tract, sections of the g.i. tract 
become hypoxic. Other inflammatory conditions which may 
be treated in accordance with the invention thus include 
gastrointestinal disorders such as Crohn's disease. 

The compounds of the invention may also be used in 
the treatment of muscular disorders associated with 
hypoxia and/or ischemia. 

It is believed that many known drugs could have 
enhanced therapeutic effects if ■ selectively delivered to 
ischemic/hypoxic tissue. For example, following a 
cerebral attack, cerebral perfusion is reduced and the 
brain suffers an inflammatory response. The linkage of 
a vasodilator, such as a nitric oxide generator, or an 
anti- inflammatory agent, such as a steroid, to a 
bioreductive agent would thus serve to enhance the 
therapeutic index of the drug. 

Rheumatoid arthritis is known to be associated with 
chronic synovial inflammation and poor perfusion of the 
synovial tissues. However, we have now discovered that 
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in patients suffering from rheumatoid arthritis the 
synovial tissues are in many cases profoundly hypoxic 
(pO z < 12 mm Hg) . We have also found that such tissues 
contain high levels of reductases. Whilst not wishing 
to be bound by theoretical considerations, it is 
believed that there are pockets in the synovium which 
are hypoxic and that it is the hypoxic cells in the 
synovium which are primarily responsible for the 
inflammation associated with rheumatoid arthritis. 
Linkage of an ant i -inflammatory agent, such as a 
non-steroidal anti -inflammatory agent, e.g. 
dexamethasone, a steroid or a nitric oxide inhibitor 
would thus serve to greatly increase the therapeutic 
index of the active agent in the treatment of rheumatoid 
arthritis, whilst at the same time reducing the risk of 
systemic side effects. The weak acidic based NSAIDs 
which undergo ion-trapping in acidotic tissue are 
considered particularly suitable. 

Following transplantation and tissue rejection, 
both ischemia and an immunological- inflammatory response 
may contribute to tissue hypoxia. Again, such 
conditions may thus be treated using a conjugate of the 
invention in which a bioreductive moiety is linked to a 
vasodilator or to an anti -inflammatory or immunological 
suppressant . 

Many of the basic complications of diabetes are 
believed to owe their basic pathology to hypoxia. 
Indeed, in many cases diabetics show accelerated 
atherosclerosis . The present invention may thus be used 
in the treatment of diabetes by linking a drug, such as 
a phosphodiesterase inhibitor, to a non- cytotoxic 
bioreductive moiety. 

Hypoxic tissues are also believed to be present in 
chronic periodontitis, a condition associated with 
severe inflammation of the periodontium. Linkage of an 
antibiotic or other drug known for treating 
periodontitis, e.g. a metalloproteinase inhibitor, to a 
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bioreductive may thus be beneficial in treating this 
condition. 

An example of an agent which may be linked to a 
non- cytotoxic bioreductive compound for use in treating 
diabetes is dipyridamole . 

Viewed from a yet further aspect, the invention 
provides a bioreductive conjugate as hereinbefore 
defined for use in a method of targeting a therapeutic 
agent to a specific tissue site within the body, in 
particular to a site of hypoxia and/or ischemia, e.g. in 
the treatment of rheumatoid arthritis or other arthritic 
conditions, diabetes, atherosclerosis, stroke, sepsis, 
Alzheimer's disease and other neurological disorders, 
cancer, kidney disease, digestive diseases, liver 
disease, chronic periodontitis or ischemia following 
tissue transplantation. 

In a preferred embodiment the invention provides a 
bioreductive conjugate comprising a non-cytotoxic 
bioreductive moiety linked to an ant i- inflammatory agent 
for use in the treatment of rheumatoid arthritis. 

Viewed from a yet further aspect the invention 
provides the use of a bioreductive conjugate as 
hereinbefore defined in the manufacture of a medicament 
for use as a targeting agent, in particular as an agent 
capable of targeting a site of hypoxia and/or ischemia 
within the body, e.g. in the treatment of rheumatoid 
arthritis and other arthritic conditions, diabetes, 
atherosclerosis, stroke, sepsis, Alzheimer's disease and 
other neurological disorders, cancer, kidney disease, 
digestive diseases, liver disease, chronic periodontitis 
or ischemia following tissue transplantation. 

In another aspect the invention provides a method 
of targeting hypoxic and/or ischemic tissues in the 
human or non-human, preferably mammalian, body 
comprising administering to said body a bioreductive 
conjugate as hereinbefore defined. In particular, the 
invention provides a method of treating or preventing 
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rheumatoid arthritis and other arthritic conditions, 
diabetes, atherosclerosis, stroke, sepsis, Alzheimer's 
disease and other neurological disorders, cancer, kidney 
disease, digestive diseases, liver disease, chronic 
peridontitis or ischemia following tissue 
transplantation, said method comprising administering to 
a human or non-human animal body in need thereof an 
effective amount of a bioreductive conjugate as 
hereinbefore defined. 

Viewed from a yet further aspect the invention 
provides a pharmaceutical composition comprising a 
bioreductive conjugate in accordance with the invention 
or a pharmaceutical ly acceptable salt thereof, together 
with at least one pharmaceutical carrier or excipient . 

The active ingredient in such compositions may 
comprise from about 0.1% to about 99% by weight of the 
formulation. By "pharmaceutically acceptable" is meant 
that the ingredient must be compatible with other 
ingredients of the compositions as well as 
physiologically acceptable to the patient. 

Pharmaceutical compositions for use according to 
the present invention may be formulated in conventional 
manner using readily available pharmaceutical or 
veterinary aids. Thus the active ingredient may be 
incorporated, optionally together with other 
active substances, with one or more conventional 
carriers, diluents and/or excipients, to produce 
conventional galenic preparations such as tablets, 
pills, powders, lozenges, sachets, cachets, elixirs, 
suspensions, emulsions, solutions, syrups, aerosols, 
soft and hard gelatin capsules, suppositories, sterile 
injectable solutions, sterile packaged powders, and the 
like. 

Examples of suitable carriers, excipients, and 
diluents are lactose, dextrose, sucrose, sorbitol, 
mannitol, starches, gum acacia, calcium phosphate, 
aglinates, tragacanth, gelatin, calcium silicate, 
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microcrystalline cellulose, polyvinylpyrrolidone, 
cellulose, water syrup, water, water/ethanol , 
water/gylcol , water /polyethylene , glycol, propylene 
glycol, methyl cellulose, methylhydroxybenzoates , propyl 
hydroxybenzoates , talc, magnesium stearate, mineral oil 
or fatty substances such as hard fat or suitable 
mixtures thereof. The compositions may additionally 
include lubricating agents, wetting agents, emulsifying 
agents, suspending agents, preserving agents, sweetening 
agents, flavouring agents, and the like. The 
formulations may be formulated so as to provide quick, 
sustained or delayed release of the active ingredient 
after administration to the patient by use of procedures 
well known in the art. 

The compositions are preferably formulated in a 
unit dosage form, e.g. with each dosage containing from 
about 0.1 to about 500mg of the active ingredient. 

The precise dosage of the active ingredient and the 
length of the treatment will depend upon a number of 
factors including the age and weight of the patient, the 
specific condition being treated and its severity, and 
the route of administration. In general, an effective 
dose will be of the order of from about 0.01 mg/kg to 
about 20 mg/kg bodyweight per day, e.g. from about 0.05 
to about 10 mg/kg per day, administered one or more 
times daily. Thus, an appropriate dose for an adult may 
be from 10 to 100 mg per day, e.g. 20 to 50 mg per day. 

Administration may be by any suitable method known 
in the art, including for example oral, parenteral (e.g. 
intramuscular, subcutaneous, intraperitoneal or 
intravenous) , rectal or topical administration. 

The present invention will now be further 
illustrated by way of the following non- limiting 
Examples and with reference to accompanying Figure 1 
which shows the product profile obtained on "the 
reduction of the aspirin-bioreduct ive conjugate of 
Example 5 by the {CH 3 ) 2 C*OH radical. 
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Step 1 - N,N-dimethyl formaraide (2 equivs) and P0C1 3 are 
stirred together. The resulting solution is then added 
to a solution of the protected amino -dihydro- 
napthoquinone (1 equiv) in 1 , 2 -dichloroethane and heated 
under reflux for about 1J* hours. The resulting solution 
is then cooled and NaOAc (1M, 100 mL/g quinone) is added 
with stirring over 2% hours. The solution is then 
extracted with EtOAc , dried and evaporated. The 
resulting product (2) is then purified by chromatography 
on silica. 

Step 2 - triethylphosphonoacetate (10.92 mmol) is 
stirred into dimethyl formamide (80 ml) . NaOMe (11 mmol) 
is then added and the solution is stirred for M hour. 
Product (2) (4.27 mmol) dissolved in dimethyl formamide 
(20 ml) is added stepwise and stirring is continued for 
a further 2 hours. The mixture is then diluted with 
ethyl acetate (300 raL) , washed with aqueous sodium 
hydrogen carbonate (6 x 100 mL) , dried, evaporated in 
vacuo and the product (3) is recrystallised from ethyl 
acetate . 

Step 3 - Product (3) (1.21 mmol) is dissolved in 
anhydrous CH 2 C1 2 (90 mL) and diisobutylaluminium hydride 
(16.3 mL, 1.5M in toluene) is added dropwise at -50°C. 
The mixture is then stirred for 3^ hours at -3 0°C and 
FeCl 3 (1.0M dissolved in 0 . 1M HCl , 27 mL) is added 
keeping the temperature below 0°C. Stirring is 
continued for a further ^ hour at 0°C followed by 
filtration. The resulting product is extracted with 
CHC1 3 (4 x 75 mL) , washed with brine (50 mL) , dried and 
evaporated in vacuo. Product (4) is recrystallised in 
ethanol . 

Step 4 - prednisolene 21-acetate (1 equiv) is dissolved 
in dry CH 2 C1 2 (50 mL) and dry pyridine (10 mL) is added 
under an atmosphere of nitrogen. The solution is then 
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stirred under reflux for 2 hours together with succinyl 
chloride (1.1 equivs) . This is then cooled and washed 
with dilute HCl (0.1M, 20 mL) followed by H 2 0 (3 x 
30 mL) , dried and evaporated in vacuo. Product (5) is 
purified by chromatography on silica. 

Step 5 - pyridine (6 raraol) , N, N ■ -dimethylphosphoramidic 
dichloride (3 mmol) and product {4) (4 mmol) are added 
to a solution of product (5) (2 mmol) in 
1, 2 -dime thoxye thane (10 mL) at 0°C. The resulting 
solution is stirred at ambient temperature under an 
atmosphere of argon for 16 hours. This is then poured 
into ice cold IN HCl (4 0 mL) and extracted with CH 2 C1 2 (4 
x 30 mL) . The combined extracts are dried with MgS0 4 , 
filtered and concentrated. The residue is purified by 
column chromatography on silica gel to give the final 
product (6) . 

Example 2 - Synthesis of " self -alkylating" bioreductive 
delivery system. 

CQ 2 Me 




(i)Na2S20b 
(i) QBALH 
(i)FeCb 




(3) 
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Step 1 - Compound (1) (10 ramol) (see Naylor et al . , 
2-Cyclopropyl Indoloquinones and their Analogues As 
Bioreductively- Activated Antitumor Agents: Structure- 
Activity in vitro and Efficacy in vivo, J. Med. Chem. : 
Afl(15), 1997) is dissolved in DMF (10 mL) and methyl 3- 
aminocrotonate (5 0 mraol) is added. The reaction mixture 
is stirred at ambient temperature for 18 hours and then 
evaporated in vacuo and the residue purified on silica 
to give product (2) . 

Step 2 - the aminocrotonate derivative (2) (10 mmol) is 
dissolved in CHC1 3 (300 mL) and EtOH (110 mL) and a 
solution of Na 2 S 2 0 4 (120 mmol) in H 2 0 (130 mL) added. The 
solution is stirred at ambient temperature for % hour 
and the organic layer separated, washed with saturated 
NaCl (500 mL) , dried and evaporated. The crude 
hydroquinone is then dissolved in anhydrous CH 2 C1 2 
(300 mL) under argon, cooled to -30°C and DIBAL-H (50 mL 
of a 1.5M solution in toluene) added dropwise such that 
the solution temperature remains below -30°C. The 
solution is then allowed to reach 0°C and stirred for 2H 
hours at this temperature, and a solution of solution of 
FeCl 3 (90 mL, 1 . 0M (0.1M HCl) ) added. The solution is 
stirred for 10 min at 0°C and then CHC1 3 (500 mL) and H 2 0 
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(500 mL) added. The aqueous layer is extracted with 
CHC1 3 (5 x 250 mL) then EtOAc (5 x 250 mL) and the 
combined organic phases washed with saturated NaCl 
(500 mL) , dried and evaporated. The residue is purified 
on silica and recrystallized from EtOAc to give product 
(3) as a purple/red solid. 

Step 3 - the indologuinone (3) (10 mmol) is dissolved in 
THF (25 mL) and added to a solution (THF , 25 mL) of the 
drug carboxylic acid or phenol to be coupled (1.5 
equivs) , triphenylphosphine (2 0 mmol) and 

diethylazodicarboxylate (20 mmol) . The solution is then 
stirred overnight at 50°C, the solvent evaporated and 
the residual final product (4) is purified on silica. 

Kyample 3 - Synthesis of " self -alkylating" bioreductive 
delivery system. 




(4) 

(3) 

{i)Sn/HCI 
{i) Fremy's Salt 
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Step 1 - Methyl 5-Methoxy-l-methylindole-2-acetate 
(10 ramol) is dissolved in anhydrous THF (2 50 mL) and 
LiAlH, (100 mL of a 1.0M solution in THF) added dropwise 
at ambient temperature and under argon. The solution is 
then stirred for 1 hour at 30 °C and then EtOAc (250 mL) 
added, followed by the gradual addition of H 2 0 (150 mL) . 
The solution is washed with HC1 (0.1M, 250 mL) and 
saturated NaCl (250 mL) , dried and evaporated. The 
residue is purified by flash column chromatography on 
silica and then recrystallized to give product (2) . 
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Step 2 - DMF (10 0 mraol) and POCl 3 (25 mmol) are stirred 
at -5°C for ^ hour and then a solution of (2) (10 mmol 
in 3 0 raL DMF) is added slowly, maintaining the 
temperature at about 0°C, and then warmed to 40 °C and 
stirred for 1 hour. Ice/water (100 mL) is then added, 
followed by NaOH (37%, 50 mL) and the solution extracted 
into EtOAc, evaporated and the carboxaldehyde (3) 
purified by recrystallization from an EtOAc /hexane 
mixture . 

Step 3 - to a solution of (3) (10 mmol) in AcOH (50 mL) 
cooled to 5°C, is added dropwise a cold (0°C) mixture of 
fuming HN0 3 (10 mL) in AcOH (30 mL) . The solution is 
stirred for 1 hour while allowing to reach ambient 
temperature, and then poured onto lOOg of crushed ice. 
After 15 minutes stirring the resulting yellow solid is 
collected by suction filtration. The dried residue is 
purified on silica to give product (4) as a yellow 
solid. 

Step 4 - to a suspension of (4) (10 mmol) in EtOH 
(180 mL) is added tin powder (40 mmol) and HCl (3.0M, 
70 mL) and the solution stirred at ambient temperature 
for 1 hour. The solution is then decanted from the 
excess tin and neutralized with saturated NaHC0 3 (aq.) . 
The resulting suspension is then added to an equal 
volume of H 2 0 and extracted with CHC1 3 (5 x 50 mL) and 
then EtOAc (5 x 50 mL) and the combined extracts 
evaporated. The residual 4-aminoindole derivative is 
purified on silica and used immediately in the next step 
by dissolving in Me 2 C0 (250 mL) and adding a solution of 
potassium nitrosodisulf onate <{KS0 3 ) 2 NO, Fremy's salt, 
30 mmol)) in NaH 2 P0 4 /Na 2 HP0 4 buffer (250 mL, 0.3M, pH 6.0) 
and the solution stirred at ambient temperature for 1 
hour. The Me 2 C0 is removed in vacuo and the resulting 
orange precipitate collected by suction filtration, 
washed with H 2 0 and dried in a vacuum oven at 45° C to 
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afford product (5) as an orange solid which is 
recrystallized from EtOAc. 

Step 5 - indoloquinone (5) (10 mmol) is dissolved in THF 
(100 mL) together with Et 3 N (10 mmol) and 

trimethylchlorosilane (1.1 mmol) added. The solution is 
stirred at ambient temperature for 8 hours, evaporated 
and purified on silica to give product (6) . 

Step 6 - the protected indoloquinone (6) (10 mmol) is 
dissolved in anhydrous nitrogen degassed MeOH (2 0 0 mL) 
and NaBH 4 (30 mmol) added. The solution is degassed with 
argon and stirred for 5 min under argon and then aerated 
and diluted with EtOAc (700 mL.) and washed with H z O (2 x 
250 mL) and then saturated NaCl (100 mL) . The dried 
organic solution is condensed to give the indoloquinone 
(7) as an orange solid after silica column and/or 
recrystallization from EtOAc. 

Step 7 - the 3- (hydroxyme thy 1) indoloquinone (7) is 
dissolved in THF (50 mL) together with 

triphenylphosphine (2 0 mmol) and diethylazodicarboxylate 
(20 mmol) and the desired drug carboxylic acid or phenol 
(RC0 2 H or ROH where R is a drug species, 1.5 to 5 equivs) 
added. The solution is then stirred overnight at 50°C, 
the solvent evaporated and the residue redissolved in 
EtOAc. The solution is then washed with HCl (1.0M, 50 
mL) and H 2 0 (50 mL) , dried and evaporated. The product 
is purified on silica and deprotected by dissolving in 
anhydrous MeOH together with K 2 C0 3 (10 mmol) at 0°C and 
stirring for 45 min. The final product (8) is then 
purified on silica and recrystallized from EtOAc. 



Example 4 - Synthesis of "self -alkylating" bioreductive 
delivery system. 
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Step 1 - 7-Azaindole (Sigma-Aldrich, 10 mmol) is added 
gradually with stirring to a suspension of NaH (11 mmol) 
in THF (3 0 mL) . After 15 minutes, methyl iodide (10 
mmol) is added and the solution stirred at ambient 
temperature for 1 hour. The solution is cooled to -5°C 
and H 2 0 (30 mL) added gradually, followed by EtOAc 
(50 mL) . The aqueous layer is then further extracted 
with EtOAc (3 x 50 mL) , washed with saturated NaHC0 3 , 
saturated NaCl , dried and evaporated. The residue is 
purified on silica to give product (2) . 

Step 2 - DMF (100 mmol) and POCl 3 (25 mmol) are stirred 
at -5°C for Vt hour and then a solution of {2) (10 mmol 
in 3 0 mL DMF) is added slowly, maintaining the 
temperature at about 0°C, and then warmed to 40 °C and 
stirred for 1 hour. Ice/water (100 mL) is then added, 
followed by NaOH (37%, 50 mL) and the solution extracted 
into EtOAc, evaporated and the carboxaldehyde (3) 
purified by recrystallization from an EtOAc/hexane 
mixture . 

Step 3 - the 3-f ormyl-7-azaindole (3) (10 mmol) is 
dissolved in anhydrous nitrogen degassed MeOH (200 mL) 
and NaBH 4 (30 mmol) added. The solution is degassed with 
argon and stirred for 5 min under argon and then aerated 
and diluted with EtOAc (70 0 mL) and washed with H 2 0 (2 x 
250 mL) and then saturated NaCl (100 mL) . The dried 
organic solution is condensed to give the 3- 
hydroxymethyl derivative <4) after silica column 
chromatography . 

Step 4 - product (4) (10 mmol) is dissolved in KOH 
(0.5M, aq. , 100 mL) . Caro's acid (potassium 
peroxymonosulphate , Oxone, 2KHS0 5 . KHS0 4 . K 2 S0 4 , 10 mmol) is 
added slowly with stirring and the solution stirred for 
12 hours. The solution is neutralised with phosphoric 
acid, evaporated and the residual salt extracted and 
purified on silica to afford (5) . 
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Step 5 - the 3 - (hydroxymethyl ) indole (5) (10 mmol) is 
dissolved in THF (50 raL) together with pyridine (5 mL) 
and succinylchloride (10 mmol) added with stirring. 
After 1 hour H 2 0 (50 mL) is added and the solution 
stirred for 1^ hours and 2 . 0M HCl (50 mL) added. After 
a further 1% hours the solution is extracted with Et 2 0 
(3 x 100 mL) , dried and evaporated. The acid (6) is 
purified on silica. 

Step 6 - the azaindole-N-oxide carboxylic acid (6) 
(10 mmol) is dissolved in THF (25 mL) and added to a 
solution (THF, 25 mL) of the protected steroid (1.5 
equivs) , triphenylphosphine (2 0 mmol) and 

diethylazodicarboxylate (20 mmol) . The solution is then 
stirred overnight at 50 °C, the solvent evaporated and 
the residue redissolved in EtOAc . The solution is 
washed with HCl (1.0M, 50 mL) and saturated NaHC0 3 (aq., 
5 0 mL) , dried and evaporated. The final product (7) is 
purified on silica. 

Example 5 - Preparation of 3 - (2 -Acetoxybenzoyloxy) 
methyl -1 , 2-dimethyl-5-methoxyindole-4 , 7-dione : 
Aspirin-Bioreductive Conjugate 



MeO. 




O 



3 -Hydroxymethyl - 5 -methoxy- 1,2- dimethyl indole -4 , 7-dione 
(0.23 5g, 1.0 mmol) was dissolved in dichloromethane 
(anhydrous, 25 mL) together with pyridine (2.5 mL) . 
2-Acetylsalicyloyl chloride (0.237g, 1.2 mmol) was then 
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added and the solution heated under reflux for VA hours, 
cooled and ethyl acetate (10 0 mL) added. The solution 
was washed with HC1 (0.1 M, 100 mL) and then saturated 
NaCl (100 mL) , dried and evaporated. The residue was 
purified on silica gel, eluting with ethyl acetate to 
afford the title compound as a yellow solid (275 mg, 
yield: 69.3%) which was recrystallised from ethyl 
acetate, mp 159-161°C. 

'H-NMR (CDC1 3 ) 5 2.27 (s, 3H) , 2.31 (s,3H), 3.81 (s, 3H) , 
3.90 (s, 3H) , 5.47 (s, 2H) , 5.63 (s, 1H) , 7.01-7.53 (m, 
3H) and 7.99 (dd, J = 1.4 and 8.1 Hz, 1H) ppm. 

Analysis: Found : C 63.81, H 4.81, N 3.71 

Calculated : C 63.47, H 4.82, N 3.52% 

Example 6 

Pharmacokinetics of the indologuinone-acetyl salicylic 
acid conjugate of Example 5 were studied as follows: 

PROTOCOL : 

Three groups of male Wistar albino rats (n=5) received 
sterile air dorsally (day 1) . After two days a further 
20 ml sterile air were administered. On day 5, 2 ml of 
a 1% carrageenin in sterile saline was injected directly 
into the air pouch. Animals were housed in metabolic 
cages . 

100 mg of the indoloquinone- aspirin conjugate of Example 
5 were suspended in ethanol (2 ml) . 50 mg acetyl 
salicylic acid was dissolved in 2 ml ethanol. 2 ml 
ethanol was used as a control. 18 ml sterile water were 
added to each sample . 

On day 9, each animal was injected with 4 ml of solution 
as follows : 
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Group A - 20 mg indoloquinone- aspirin conjugate 
Group B - 10 mg acetyl salicylic acid 
Group C - ethanol (control) 

The animals were then returned to their cages for 
periods of either 2 (nos. 1, 2 and 3 from each group) or 

4 hours (nos. 4 and 5 from each group) . After this time 
the animals were anaesthetised and blood and exudate 
collected. Available urine was also collected. 

RESULTS : 

Analysis of the collected samples by HPLC showed that 
the bioreductive-acetyl salicylic acid conjugate had 
been cleaved to liberate acetyl salicylic acid. 

Example 7 

The reduction initiated release of aspirin from the 
indoloquinone -acetyl salicylic acid conjugate of Example 

5 was investigated by product analysis (HPLC) following 
y-radiolysis of N 2 0-saturated solutions containing the 
quinone (100 /-iM) and 2-propanol (8.3M, 50%, v/v) at pH 
7.4 . 

The radiation chemical yield (G) of the (CH 3 ) 2 C"OH 
radical in N 2 0- saturated 2 -propanol /water mixtures was 
determined by ferricyanide reduction to be G ( (CH 3 ) 2 C*OH) 
= 0.67 ± 0.02 fimol J" 1 in 2 -propanol /water (50%, v/v) and 
0.72 ± 0.03 [imol J" 1 in 1 M 2-propanol respectively. 
Figure 1 shows the product profile obtained on the 
reduction of the quinone by the (CH 3 ) 2 C'OH radical. Loss 
of the parent quinone (G(-Q) = 1.63 ± 0.01 fimol J" 1 ) 
parallel the formation of the aspirin leaving group (LG) 
with G (LG) = 1.4 0 ± 0.15 jimol J -1 . 

The two remaining major peaks in Figure 1 were 
derived from the reaction of the resultant iminium 
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derivative with water to generate (a) and with the 2- 
propanol to generate the isopropyl ether (b) . Both of 
these quinones are generated by autoxidation of their 
respective hydroguinones following the unavoidable 
introduction of oxygen during HPLC sampling: 

QH 2 + 0 2 - Q + H 2 0 2 

As expected, the relative yields of (a) and (b) were 
dependent on the alcohol concentration, with the 
alkylation product virtually disappearing when 
radiolysis was performed in 1M 2-propanol. 

Steady-state Y-radiolysis 

Indolequinone solutions were saturated with N 2 0 gas 
in gas-tight vials before irradiation in a €0 Co source. 
An absorbed dose of 1 Gy = 0.67 fxM (CH 3 ) 2 C'OH radicals in 
N 2 0- saturated 2-propanol /water {50%, v/v) . A dose rate 
of 6-6.5 Gy min -1 was used, as determined by Fricke 
dosimetry and radiation chemical yields were corrected 
for the absorbed dose in the various alcohol -water 
mixtures employed. 

High performance liquid chromatography (HPLC) 

Product analysis following y-radiolysis was 
performed by gradient HPLC separation on a 100 mm x 4.6 
mm base-deactivated reverse -phase column (Hichrom RPB, 
Hichrom, Reading, U.K.). The eluents were (A): KH 2 P0 4 (5 
mM) , H 3 P0 4 (5 mM), {B) : CH 3 CN/H 2 0 (3:1, v/v), with a flow 
rate of 2 cm 3 min" 1 . One of two linear gradients was 
used for each compound: (1) 35-80% B in 8 min, or (2) 
20-50% B in 5 min. Detection was at 232 nm using a 
Waters 486 detector (Watford, U.K.) and concentrations 
were determined from peak areas using Waters Maxima 
software . 
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Example 8 - Formulation 

A composition suitable for use in the treatment of 
rheumatoid arthritis is produced using the following 
ingredients : 

dexamethasone 5 mg 

starch 4 5 mg 

microcrystalline cellulose 35 mg 
polyvinylpyrrol idone 

{as 10% solution in water) 4 mg 
sodium carboxymethyl starch 4 . 5 mg 
magnesium stearate 0.5 mg 

talc 1 mg 

total 95 mg 

The active ingredient, starch and cellulose are 
sieved and mixed thoroughly. The aqueous solution 
contining polyvinylpyrrolidone is mixed with the 
resulting powder and the mixture is then passed through 
a sieve. The resulting granules are dried and sieved 
again. The sodium carboxymethyl starch, magnesium 
stearate and talc are sieved and then added to the 
granules which, after mixing, are compressed on a tablet 
machine to yield tablets weighing 95 mg. 

One tablet taken daily is suitable for the 
treatment of patients suffering from rheumatoid 
arthritis . 
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CLAIMS 

1. A bioreductive conjugate comprising a non-cytotoxic bioreductive moiety 
with linked thereto at least one therapeutic agent, and salts thereof, said conjugate 
being such that on bioreduction the therapeutic agent is released with generation of a 
species having an alkylating centre and being capable of undergoing a self-alkylation 
reaction to generate a non-cytotoxic residue of the bioreductive moiety. 

2. A bioreductive conjugate as claimed in claim 1 of formula I: 

A (B)„ (I) 

(where A is a non-cytotoxic bioreductive moiety, each B is independently the residue 
of a therapeutic agent, and n is an integer) or a salt thereof. 

3. A bioreductive conjugate as claimed in claim 2, wherein in formula I, n is 1 to 
3. 

4. A bioreductive conjugate as claimed in claim 2 or claim 3, wherein A and B 
are stably conjugated in an oxygenated environment and are such that following 
reductive activation of A, A and B detach and either A is itself a stable, non-cytotoxic 
species, or A reacts with itself to form a stable, non-cytotoxic species. 

5. A bioreductive conjugate as claimed in any one of claims 1 to 4, wherein said 
bioreductive moiety is substantially non-mutagenic. 

6. A bioreductive conjugate as claimed in claim 1 of the formula II: 
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E 




R4. 



-(CH^p-^R 6 



R5 



&R 3 



o 



(II) 



(wherein 

R 1 and R 2 independently represent hydrogen or halogen 
atoms, or a group R, OR, SR, NHR, NR 2/ C0 2 R or CONHR ; 

or, alternatively, R 1 and R 2 together with the 
intervening ring carbon atoms form a 5-7 merabered 
carbocyclic or heterocyclic ring itself optionally 
substituted by one or more halogen atoms, or by one or 
more groups selected from R, OR, SR, NHR, NR 2 , C0 2 R and 
CONHR ; 

Z represents an alkyl, alkenyl , aryl or aralkyl group 
optionally carrying at least one OH, SH, NH 2 or NHR 7 
group in which R 7 is an alkyl group; 

R 3 , R 4 , R 5 and R 6 independently represent hydrogen atoms 
or an alkyl or alkenyl group; 

each group R independently represents a hydrogen atom, 
an alkyl or alkenyl group; 

E represents the residue of a therapeutic agent to be 
delivered, optionally attached via a linking group L; 



m = 0 , 1 , 2 or 3 ; and 
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p = 0 or 2; 

with the proviso that when m = 1 then p = 0) 
or a salt thereof. 

7. A bioreductive conjugate as claimed in claim 6, 
wherein in formula II: 

Z represents a group of the formula (CH 2 ) n XH; 
n = 0 , 1 , 2 or 3 ; 

X represents an oxygen or sulphur atom, or a group of 
formula NY in which Y represents a hydrogen atom or an 
alkyl group; 

or a salt thereof. 

8. A bioreductive conjugate as claimed in claim 6, 
wherein in formula II: 

Z represents a group of the formula (CH 2 ) n XH in which X 
represents an amino group; 

R 1 and R 2 each represent alkoxy groups or, together with 
the intervening ring carbon atoms, R x and R 2 form a 
benzene ring; 

R 3 , R\ R 5 and R 6 each represent hydrogen atoms; and 
n = 0 , m = l and p = 0 ; 
or a salt thereof . 

9. A bioreductive conjugate as claimed in claim 1 of 
formula III: 
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(III) 

(wherein 

P and Q together with the intervening ring carbon atoms 
form a quinone or indoloquinone ring, a nitroaromatic , 
N-oxide or diazoaromatic compound, itself optionally- 
substituted by one or more halogen atoms, or by one or 
more groups selected from R, OR, SR, NHR, NR 2 , C0 2 R and 
CONHR; 

R 1 represents a hydrogen or halogen atom, or a group R, 
OR, SR, NHR, NR 2 , C0 2 R or CONHR; 

R 3 , R" and R 5 independently represent hydrogen atoms or 
an alkyl or alkenyl group; 

each group R independently represents a hydrogen atom, 
an alkyl or alkenyl group; and 

E represents the residue of a therapeutic agent to be 
delivered, optionally attached via a linking group L) 

or a salt thereof . 

10. A bioreductive conjugate as claimed in claim 9, 
wherein in formula III: 

P and Q together with the intervening ring carbon atoms 
form a quinone or indoloquinone ring; and 
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R 1 , R 3 , R A and R 5 each represent hydrogen atoms or methyl 
groups ; 

or a salt thereof. 

11. A bioreductive conjugate as claimed in claim 1 of 
formula IV: 



E 




(IV) 

(wherein 

S and T together with the intervening ring carbon atoms 
form a quinone or iminoquinone ring, a nitroaromatic or 
N-oxide compound, itself optionally substituted by one 
or more halogen atoms, or by one or more groups selected 
from R, OR, SR, NHR, NR 2 , C0 2 R and CONHR; 

Z represents an alkyl, alkenyl, aryl or aralkyl group 
optionally carrying at least one OH, SH, NH 2 or NHR 6 
group in which R 6 is an alkyl group'; 

R 7 represents an alkyl group; 

R 3 , R 4 and R 5 independently represent hydrogen atoms or 
an alkyl or alkenyl group; 

each group R independently represents a hydrogen atom, 
an alkyl or alkenyl group; 

q = 0, 1, 2 or 3; and 



WO 98/35701 



PCT/GB98/00461 



- 45 - 

E represents the residue of a therapeutic agent to be 
delivered, optionally attached via a linking group L) 

or a salt thereof. 

12. A bioreductive conjugate as claimed in claim 11, 
wherein in formula IV: 

S and T together with the intervening ring carbon atoms 
form a quinone or N- oxide compound ; 

R 3 , R 4 and R 5 each represent hydrogen atoms; 

R 7 is methyl; 

Z represents a group of formula (CH 2 ) I1 XH wherein X 
represents an oxygen or sulphur atom, or X represents a 
group of formula NY in which Y represents a hydrogen 
atom or an alkyl group; and 

q = 0 or 1, 

or a salt thereof. 

13. A bioreductive conjugate as claimed in any one of 
claims l to 5, wherein said bioreductive moiety 
comprises a quinone, naphthoquinone, indoloquinone, 
quinolino quinone or a derivative thereof. 

14. A bioreductive conjugate as claimed in claim 13, 
wherein said bioreductive moiety is a 1 , 4-benzoquinone, 
a naphthoquinone, or a derivative thereof, in which the 
quinone ring carries an optionally hydroxy- or amino - 
substituted alkenyl group and an adjacent nucleophilic 
moiety. 

15. A bioreductive conjugate as claimed in any one of 
claims 1 to 5 , wherein said bioreductive moiety is a 



WO 98/35701 

- 46 

1 , 4 -benzoquinone and the therapeutic agent is 
dexamethasone . 

16. A bioreductive conjugate as claimed in any 
preceding claim, wherein said bioreductive moiety is 
linked to said therapeutic agent via a linker group L, 
comprising an ester, phosphate ester, ether, amine, 
thiol or thiol ester group or any combination thereof. 

17. A bioreductive conjugate as claimed in claim 15 
wherein said linker group L is a group of the formula: 

-O-CO- (CH 2 ) n -CO-X- 

or 




(wherein n is an integ-er from 1 to 3 ; 
X represents a sulphur or oxygen atom; and 
R 8 and R 9 each independently represent F or CI) . 
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18. A bioreductive conjugate comprising a non-cytotoxic bioreductive noiety with 
linked thereto at least one therapeutic agent, and salts thereof, said conjugate being 
such that on bioreduction the therapeutic agent is released with generation of a species 
having a sterically hindered alkylating centre to prevent alkylation of biomolecules. 

19. A process for the preparation of a bioreductive conjugate as claimed in any of 
claims 1 to 1 8, said process comprising linking at least one therapeutic agent to a non- 
cytotoxic bioreductive moiety. 

20. A pharmaceutical composition comprising a bioreductive conjugate as claimed 
in any one of claims to to 18, or a pharmaceutically acceptable salt thereof, together 
with at least one pharmaceutical carrier or excipient. 

21. A bioreductive conjugate as claimed in any one of claims 1 to 18 for use in a 
method of targeting a therapeutic agent to a site of hypoxia and/or ischemia within the 
human or non-human animal body. 

22. A bioreductive conjugate as claimed in any one of claims 1 to 1 8 for use in 
treatment of rheumatoid arthritis or other arthritic conditions, diabetes, 
atherosclerosis, stroke, sepsis, Alzheimer's disease and other neurological disorders, 
cancer, kidney disease, digestive diseases, liver disease, chronic periodontitis or 
ischemia following tissue transplantation. 

23. Use of a bioreductive conjugate as claimed in any one of claims 1 to 18 in the 
manufacture of a medicament for use as a targeting agent capable of targeting a site of 
hypoxia and/or ischemia within the human or non-human animal body. 

24. Use as claimed in claim 22 for the treatment of rheumatoid arthritis or other 
arthritic conditions, diabetes, atherosclerosis, stroke, sepsis, alzheimer's disease and 



AMENDED SHEET 



48 

other neurological disorders, cancer, kidney disease, digestive diseases, liver disease, 
chronic periodontitis or ischemia following tissue transplantation. 
25. A method of targeting hypoxic and/or ischemic tissues in the human or non- 
human animal body, said method comprising administering to said body a 
bioreductive conjugate as claimed in any one of claims 1 to 18. 
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30184; Robert W. Faris, 31352; Richard G. Besha, 22770; Mark E. Nusbaum, 32348; Michael J. Keenan, 32106; Bryan H. Davidson, 30251; Stanley C. 
Spooner, 27393; Leonard C. Mitchard, 29009; Duane M. Byers, 33363; Jeffry H. Nelson, 30481; John R. Lastova, 33149; H. Warren Burnam, Jr. 29366; 
Thomas E. Byrne, 32205; Mary J. Wilson, 32955; J. Scott Davidson, 33489; Alan M. Kagen, 36178; William J. Griffin, 31260; Robert A. Molan, 29834; 
B. J. Sadoff, 36663; James D. Berquist, 34776; Updeep S. Gill, 37334; Michael J. Shea, 34725; Donald L. Jackson, 41090; Michelle N. Lester, 32331; 



Frank P. Presta, 19828; 



Inventor's Signature: 
Inventor: 

Residence: (city) 
Post Office Address: 
(Zip Code) 

Inventor's Signature: 
Inventor: 




As,/ 



Date: 



_2a 



David 

( first ) 

Aylesbury, Buckinghamshire^ d-jOA. (state/country) United Kingdom 
5 Chruch Street, BrfiCAy'lesbury, Buckinghamshire, United Kingdom 
HP18 9RT 



"it 



l6L_ 



British - 

(citizenship) 



;e: (city) 
Post Office Address: 
(Zip Code) 



Declan 

(first) Ml 

Badminton, South Gloucestershire 

Petite France Cottage, Petite France, Badminton, South Gloucestershire, United Kingdom 



(state/country) United Kingdom 



Irish 

(citizenship) 



FOR ADDITIONAL INVENTORS, check box |3 and attach sheet with same information and signature and date for each. 



FROM NIXON VANDERHYE PC a (THU)ll. 1' 01 lflM/ST. 14 : 28/NO. 4860565788 



Hbtefi & Vandaihye P.C. (12/9S) 

fiULES3(37C.fJl-1.63) 
DECLARATION AND POWER OF ATTORNEY 
FOR PATENT APPLICATION 
IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

As a bilw «m«3 'n*»tor. I N«by <J«iar* Hal my i-«id«P«, P«t oHice address and dliarahip art as sua* bolaw net » ^ J^*"* " ^«^« 

£EJKE*« Sd* iftvJw (if orfy one na™ b listed below) of an o/*H«l, rtf** and jolor Inv«*tf (II phiral a» fclad *W *** 

aubieei manar whicH is dakrwd and for »*Idi a patant is sought on (tw inwsnfion entfdtd: 



ihe spaditeaton of which (shack appfcabie box(s]>: 

□ ' " L " 



jfl K1 | W (»«llUI | WI»« n ~«raP--l-il' .. .. 



□ 

a 

^ (if ipcfle»ftia us U.S. or PCT «pcBcalfonl «raa amended or 

i haraby »wm mat I R*^ <wte<*«l ana understand rtto content* of the afcon 'dmefiBd spactfScaSort, lnelixlk\Q Tm daiftw. aa amended isy any 
am»odm.rtt rafanad to abov«. I acfcrtovnieds© tf» duty to iis4os* infarmaflort wnicti Es materia) to the patentability of tha apofica^ ft acoxdance mth 
37 0FR.1 S*. I h*f»fcy dajm forafgn priori V be"^* und»- 15.U-S.C_ 11 9*395 of any foreign appBcaliartfs) tor jwtonr or irverrtni's caflJUcUfi .SWd 
" bWo- «od have aiu kteaflSad balew any forn'pi application for p-Hant or -twanittf's canl feete having a fifing data hefoni *ai of itia appfistoon cr. wWer. 
pfferty Isdalmod or. if no fafo-fcy fa daJmad. heto™ the fling dale af this ipcikaflon: 

v §fi>3QCa,7 Sreat Britain 13Februniyl597 
3712050.1 ; 1 SMatartftln ■ 10 June 1937 

Vtfeteby d*im in* benefit under 35 U.S.C- §1 1 S(ei of *ny United States pasywonal app&afi3n(s) listed heJew. 
A#pltaflon Numtiar Date/Month/Teaf Filed 



f hereby daim the bar.flffc under 35 US.C. 1 20/355 of an prior United Stales and PCT &flsmat!t)n*l aealfcalfans I Wad afcovs or Mow and, napW es ita 
$ahf«cl matter af eaen of ifca claims of tte apctfcatiian [i not disclosed ti sxfi prior appffiadors in irte rnanrtar provftl*! by tfia fi« paraciaph of S5 
; U^.C 112.1 adctawtadfla >J» *W W 4toosa cnalarUl taJoiipaiterv u 4«Sr»d in 37 C^.R. 1 .56 nviiicfi Dccttpwi ba«w««n If* Sing data of tn« ori»r 
%ppSeatlQn« and *s« na»fonal or ?CT irmsmaBona] fling data of tiis appDcadan: 

ytorlLSyPCTApplfc*B«or»): Status: f>atan»d 

y^iplteaOoa Serial H«. .„Q3y/Moniti/Y*ar RM pending, abaiKtoncd 

y»erw:a««o<6i ... i3 Fafamary tssa 

. ., . — 

S "fe«raEjy dadajB that ail statamanb mad* haraiA of niy-cw knowfedge «ta tn» and fwt an uammanta made an ifitermoJlen and b«S«f an tMGovod to 
ihft tiwaiandfurtrtar Jhat!h«aa stalamarns w« mad* «an ffM tatov*l«i3«ifi4tvu3!fu( fais* Statemants aftd ffie l&e so mad« af»purAtfttC*«-byftta or 
' wtiprisonrriont. or be*, undv Sw^an 1001 of T1U»'1"a of tie United Statea Cod« and'thst Sucfl wtDftil ialsa «t»ta<narS may j*o{«(d!» th» va&ffly af the 
ifipiioiiwi or any paisnt iwuad ffwraorL And I he/eby appcini NKON 4 VANDERHYE P.C., 11 M Kor* Glebe RtL, 4* Floor, Aiflngtan, va 
22201-4714, tri^*(«BamnTib*r(703)9iWoao (to whom all commuafcatf ens arete b« directed), ami d» foUowIng aflotneye ttarocf (of fi« sam* 
addres!) indMduaBy and Qsjfl«e(fwely my aramay* lo prtwecyto iWt appfeatian and to varsact aO bu$iR*ss in tn« Patent and tiadarttaUt Ofjca 

ec«n«S»<l aMrBwari »nd v»»i «m naufUng p«t«nft Artbur «."Ce»wforif, £5327: t-any S- Nheon. 25e40i Aefeait A. ^undttcym. JamAS T. Hosrnof, 

301 S*; Seoat W. Faria, 31332; FUchafd Q" 8e*ha, 43770: Mark E. Nuseaura, 32346; Mi«ruMl X Kawan, 321CS. Bryan H. Oavteoft. 3Q2S1; Startay C. 
Spocnaf, 37333: Uxniard C. Ulitcfurd, 2SC49; OuaA« M, By<«, 5 3183; Jaffty H. Nolsoo, 304S1 ; Jotsq R. Laafswi, 331 4S; H. Watren Buinam. Jr. 2S3Sar 
Thomw E. Byrne, 32205; Mary J. WSawn, 32255; J. Scott OavkJaon, 334B9; Alan m. SCasan, 3617«; \wtttttm J. Griffin, 31250: Botan A, Mofan, 2Saa4: 

9. J. Sadoff, 3SGKJ; Jamas 0, Sai^uUL3477S; Upd«ep 5- G2, 17134; Michaai J. 3472S: Doiufd L J«dsen, 41060: MIcftall* M LAStcr. 32331 ; 

FrarA P. PresJa, 19826; Joseph S. R 



Davvd BLAKE KBHtlafi 
(BrstJ Ml (ias^ (dtfeenstta) 
Re»id«nc«; (sfty) Aylcabniy, S«tcldngh»msmre {SQWcwnfry} Upitxj Kingdom 



Post Qfflc* Addrass: 
(Zip Coda) 



S Cftmch Sir<*.ti Srill. Aylesbury. auddn^hamaWrtt, Untlad KInqdorrT 



,J3«si»n . , / iJAjJoKTON ^ Vlrtsn 

. ' wi /f tt,V . las? — fdfiiaoshtpl 



C\\j ^isr- - . mi / 

Paiidanca; (dly) Badminton, Sount aioucoterthira JS? n«wefcountry^ United Kingdom 

PostorWaAddraaH; Peata F^nca coitaq», Paate Fraiwa. aaqminton. South Qicac«t«r»r)ir«. Unltad Kingdotn 

{3pCe0e) SL19 1AF 



FOR AODmQNAL INVENTORS, cflosle b« gj ind » ctach :.^«»t with same information and signature and data Jor each. 



FROM NIXON VANDERHYE PC 



(THU)ll. 1' 01 1^/ST. 14: 28/NO. 4860565788 P 20 



Whcatfcy. Oxford 



Post Ofllea Address SB Udtkr Hjli, Whwtlty. Oxford, United Kingdom 
(ZpCodo) OX331HV 



(sttttftauntry) United tgrnnfam 



SJgrwtur* of L%g»T RoprwentaUve of Q*d Adams <Ns Wtfi)r 



cfcay) 

PostOfftc»Addr«« 



Jan STRATFORD 

(»*f) Ml {lwH) 

HOP* V«l<«». Dirbvahte _ (sttte/couniiy) UnKxJ tgng4om 

«o«OJTlM-A&lf«s: ^gfwon Cottagft, Brwty , Eyam, Ho*« Valley, Parbyahire, United Kingdom 
(Zip Coda) — 

ifivantoi^ Sanahira: 



PoslOfSeaAddrass: 
(ZfeCod*) 



British 
(cikeratilp) 



<ftrst) 

Chippenham, WOtataire /g #) y 
36 gaondarv Road ChipptJaA WlSKi 



Date: 



Lira, Ufttted Kingdom 



Mohammad 



Post QtSss Address: 
(Zip Coda) 



Wttti?ngtoq, Mancricrter- (sJata/cauntay) UrttUri Kingdom 

U Bvfnttt Court, Ewfttt foad, WtnmgtQft, Minctimt*, Unttad Kingdom 



i:<ci(y) 
SAckfca* 
£Zip Caa«) 



WaatCfteaftum, HartrefdahEra 



_ ^tatafcoiititryj United Kingdom 



ait, Hertfordshire. United Kingdom 



Inventor's Signature: 
inventor: 



(first) - 
Residence: (city) Wheatley, Oxford. Ibt^K 

Post Office Address: 



(Zip Code) OX33 1HY 



59 Ladder Hill, Wheatley, Oxford, United Kingdom 



ADAMS (Deceased) 
(last) 

(state/country) United Kingdom 



British 

(citizenship) 



Signature of Legal Representative of Ged Adams (his wife): 



Residence: (city) 
Post Office Address: 
(Zip Code) 

Inventor's Signature: 
inventor 

Residence: (city) 
Post Office Address: 
(Zip Code) 



Margaret 
(first) 



(first) 

Hope Valley, Darbyshire 



SJBAIFORD 
(lastp — 
(state/country) United Kingdom 



t,. 99 



British 

(citizenship) 



Bretton Cottage, Bretton, Eyam, Hope Valley, Darbyshire, United Kingdoi 



•J? 



Residence: (city) 
Post Office Address: 
(Zip Code) 

Inventor's Signature: 
Inventor: 

Residence: (city) 
Post Office Address: 
(Zip Code) 



Christopher 
(first) 



Chippenham, Wiltshire 



36 Boundary Road, Chippenham, Wiltshire, United Kingdor 



MORRIS 

(last) 

(state/country) United Kingdom 





Mohammed — ' U 



British 
(citizenship) 



Mjohjimmed 



Withington, Manchester 



JAFFAR 
(state/country) United Kingdi 



Date: W ^ 



British 
(citizenship) 



12 Everett Court, Everett Road; Witrflrigton, Manchester, United Kingdc 



Residence: (city) 
Post Office Address: 
(Zip Code) 



Matthew NAYLOR 

(first) Ml (last) 

West Cheshunt, Hertfordshire (state/country) United Kingdom 

16 The Firs, Hammondstreet Road, West Cheshunt, Hertrordshire, United Kingdc 



British 

(citizenship) 



FROM NIXON VANDERHYE PC ^ ^ (THU)ll. 1' 01 l^ST. 14: 28/NO. 4860565788 P 24 



(friK) .Ml (Jut) 

(o%) HWwagcy.- Oxford (»bt*teo«iKy) United Kingdom 

Post Often Addr»B3: S3 Lwidf Hilt, Whcatrcy. Oxford, Untwd Ktiradwn 

(SpCods) 0X33 IHY 



Signature of LeflaC fteprewitatfw of Sad Ad«ms (hi* vnifa): 



Inventor's Signature: 



Ian STRATFORD 
(frst) Ml (tasTj 

[eay) hop* valley. Dartayshlm (stttafcwewy) United Kingdom 



PwtOflleaAddMaa: Breton Cottage, Bratftin. Eyam. Wop« ViGay, Oartoygfuro, United tOagdam 

PpCode) S325QD 

[(^•^s Signature: ■ Ow — 

inventor. O\rt»toph«f morris smtsh 

Ml (last) (cfttzenship) 

RftsklaneK {city) CMppannam. Wiltshire (stsiafeowrtry) Unittd Kingdom 

PostOtjjcs A4A-«*i: 3t Boundary Road. CNppfiham, wittth1re.JJBi.tad fflftgaam 

(Zip Coda) SW1S3NN 



JAFFAR British 

fflraO s« fla st) fcjfegrghlpl 

R«sHsne*:(ei5d Wlthlngteh. Manchester _ (sat«Ccaurrtry} Unlt«d Kingdom .. ._ 



PostOflfcoAiWresK H grarag Poutt, ewrm Head. wunn>gtwi, Manchester; United Kingdom 
(ZJpCade) ' - 

'jwwitort SignaBira; 



Matthew' ~ ; Tl I NAYLOH ^ HrWsb 



B»skj»rc8:(dty) W«arr. Chashiint, H«rtrordshfr» Y (statetasujjdy) United Kingdom 



*AddPMSC 1C Th<t Firs. Haramanitotrect ftaad. West Cn«5ttunC Hftrordahlr*. United Kinadom 
5tpCod») EN75UD 



FROM NIXON VANDERHYE PC £ (THU)ll. 1' 01 lj^/ST. 14:28/NO. 4860565788 P 10 

RULE A3 (37 t J3) 
DECLARATION AND PpWfifi OF ATTORNEY 
MR PAT5NT ApHJCATJON 
IN THE UNfreD STATES PATWT AKD Tfl AOEMAFK OFHC* 

- , h _^,., k , t „ r . ■-^._^_ irrr i.niutfV. Midnnui arrt«inim»i mmi *v»(l*tto'n* ~r" — 



(Hterty b dafrmd or ,| m it sad"*, s>i He* * W» wjfiwicn: 




[ nitty <Unt u» w«kr9t UJt,C 120066 etak p*»i 

mucr «f «<* aH»d*m«rf«>k bmtfli „ . . ^ „ 



Pftar UA/pCT App*le*ltefl[j): 



0«rfMttn»<^»^.erflWBn=6a« 1001 ofTiite 1S«tv;urMS»ic»CaM^irviliu* ««yiau*4&ttrn«ra mar/esparto* **»«ft*»<*irB 
VpOAfen « »r pattflt isniod«nm«r, ami i ap^ei* NttWf a VAWePHYSPA, *I« Mwtt Cltftc M,l*««, ArfSngtaB, v» 
M»*-4T!4. t^Wpmi* iMunh«r<7Ba) tiS-tao« (to *rtt«m mi MiimMiicsHM **t» t* (Ur«Et«4lairf m* feto-Jngilfomw IN«o< fef Ttesaffl* 



Spadiwr. (joraH C. MMwi 28X9% QuBik M, Bytft, 333B3; Jolfey H. riitafl. Jofa ^ UMobOUS R Wwrvi DuRORt. Jt. ftttfifc 

S, J, StCoff,. 3(5*3; JM1«S D. aoj$tf«. UTf%: gp*cp 5. Gil,. 37334: Mbhad J. Shea, 34725; ttnaM L Aefcson. -ilMO: MicheS* f*. Las*, 55331; 
Frxnfc ft Pi***, 13828; Jetech & f^a, 333=3 .- 




Ftefe«neK(cty 

ikXAddn 

C2lpOsde) 



NAUOHTON but) 



FROM NIXON VANDERHYE PC ' A (THU) 1J. 1_01 l|p/ST. 14:28/NO, 4860565788 P 11 



itt{Bt*«vM) 



StgmiwtKttf Uoal »i^rt««ntrtw«t flai Mint |W* 



RttftSMBK («fly} ' - .... tlUfctotntrri 

teftOtfoMorts: " 



(2pCm) 332 SOD 



W »^ fyaw. Hop* vaiKy. PartVOT ffc UnB*d XteiBtfam 



FROM NIXON VANDERHYE PC £ (THU)ll. 1" 01 l^/ST._14:28/NO. 4860565788 P 12 



Nixon & vatujm>f P.C. oa9S) 

RULSS3(37C.F.B.^63) 
DECLARATION ANQ POWEft OF ATTORNEY 
FOR PAT2NT APPLICATION 
IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 

, ugu. n^n-jj kwwflflr, 1 ha«by dadar* thiimy raaid^ica, post olfca addttss and nttsarishJB *r» as stalad tretaw nwl to my Mm*, and t baD«v* 
Urn th£>rfalrV 8r*tartfs*« Inventor 0f only oft* omm is feKM Mtiow) or in original. Brat and joint Hwmr (If plural rwnts s/«:tsi«J trelow) ctms 
sybjaci rn»W*W* 5s diJmad and for s-Ncn a paiam la sougw an iha tnv*i«on ansa*!: 

DRUC TARGETING , , 



0 «2Sr i ' -9 « U* ApDtatal Secfcl NO. ' Ol/Z6%l£± (AwflfctHxaMtn 

B PCT interxflood Aaattsflon No. . PCTyagSSfflWl on ufrwwrytttt 

and (3 app&eaitt to U.S- or PCT aepitcaBon) was a/twidtd on IS April 1393 i . 

1 h4*r«bv aaht dub < hav* r»vi*w»d-»fld wndaretand the ecrianti of iha *fe«vt idwrtfod apedEcalfen, fodUdtos S1« claims, £3 amend*! by any 
amandmart raferrad to aba*e. ! acknevfadge tha duty to «actaw» Inloimaifcm wMch ic material to rha paifiniaMiiy iaf •htrappOcaiiorrin acrarsJew* wftn 
37 C K -R- 1^3. t hareby «bwn Won priority b«*efita und<w 3S U.S.C. natfWS of any (eosfsn applEeajte«{4) forpatant ar tavantef a carfGeaia Kitud 

' boiow and haw afss jdantffiad below an/ far«»nn application for pawn or Invantafe eartlfteati Having a HTIng date bifoia tt-ntof apcSeaiion an vaicn 
priyi^ is ctaknea or, if r» prfefity '* etaimaO. bafora tf>o fflJng date a* Ms app«caaso: 
ff^Foral«nAopfl™fcjrl(s): 

. Application Number Country Day/MontfwYw Filed 

: 3^032.7 • Great Britain 13 Fibrwy W7 



Graai Britain lOJuq«lgg7 



I m«ty claim *i» bwtoflt undar 35 U.S.C. §1 13(a) o< any Unfed Sates provisfaral appifcaiten{s} listed fceiow. 



I bwttby ofafc) *w» banaftt under AS OS.C. 120i56S ot ett prior Urtitad Siat^s and PCT ntamaSonal applicatior* Est ad aboya or batow and, Insofar as lha 
jjitb^tnaHwof aa^ofiftadaimset^ 

U.S.C. ".12. 1 ositnawfaeis* tft« duty to discteo marariQi irvfbrmsfkvi as daflneil irt 37 C.F.FL 1.SS whisti occurred betwaati *» flaig date cf the prior 
ajjpifeaimna and lha natfcral or PCTiRtamatfonal Pttngdaa or itts ipplicstian; 

(|SraS^PCTApplicat!on(a): Status: paiefttao: 

Application S*fal Mo. _ 0*yyManth/Y«ar Fll«f panding, abandoned 

ffOWtaWWSl !3F«hniaryl93» - 

iSara£jyci«dafa *wsi*<«ta«aft<* Tiad* li4r*n oSm^o^kna«*<«d^vi5iaiaafKl1iTatil statwnaoa nwl»ari Infarnt&son and aedal sn bafTavad ic 
ba tiia; and furtrt«r that ttiaaa *t*lpfn«ftti uftf* mada with *>« krrowi*da« tttst wSHul tal&a aatements and a» Ut» se made are punitfiacira Dy Una or 
Iffljsrisonmam. or Do*, under Sac3cr> 1 B3: «( TWa 1 a ot ffia Urvtad 3t»ti» Coda and fiiai such v«3Hul talse sJarements may Jwpanflia lha vaft% of tne 
appficattn or any pannt issudd ttweon. And I haraby sppotnt tttXQH & VANDERHYE P.C^ i 1 aa North Glaba Rd n 4* Floor, Aflington, va 
SZ301-«7T1, telephone number (743} aiS-iOQO (to wfiain at) comcnuntcatlors an* w b« dlrcotcct), and tha iallowlng snomeys lharcof (of Si« jams 
Bd^afir) Individually and oofi«Sva|y my attorneys id proueula this app(te«tfan and to transact all busftass h tha Pattfit and Tradanurtt Offles 

cana«3ed lho«wiih »nd wHh *e resuiarts paiont; Arthur R. Cwwiart, 253Z7: Larry S. Niwx% 25*40; Robert A. ViPdftiTtya, 27H7S; JatJWS T. Bo»fW, 

30T$4; rtooart W. Farts, 31152; Richard G. 8'ashA, 22770; MartrE Musbaim, 223da; Michad J. Kaanan, 321 CS; aryan H- Dau&an, 3C251 ; Stariay C. 
Spoonir, 27333; («*mard C Richard. 29009; Ovana M. Sy«a, 33363; Jttlry H. Nttsw, 304S1 ; Jortn R. uessov*33T«a; M. Warren Bumam, jr. 2236S. 
Tiomaa c. Symo. 32315? Mary J, Vfllsan, 32SS5; J. Scott Davidson, 334«S; JUan M. Kagen, 36178; Wgiiara J. Griffin. 312S0; Robert A Moian, 
a. J- SadcrT, 38SS3; Jama* D. Berquitt. 3*7TS: Uptfaap S. GUI. 37334; Michael J. Shoa, 34725: Donald L. Jackson, iiOdO; Mlch«lb N. LasSar, 32331 : 
Fnr* P. Pmta, 1982S: Jptaph S, fresta, 35329.' 



Inventor's Signature 



Cavid StAKS 
(RrsQ Ml 

Raiiid«ic«(cay) Ayloabury, Buaikhqhamshlrar (5taWcauntty) unltad Kngdora 

Post Office Addraaa: S Chrucfi Stftet. Srilt, Aylobury. Buddnahamshlr^ United Kingdom 

(Zip Code} HflaaHT ■- .- *"" 1 ■ — ■- - 

inv«ntoi > * SJonotura: ' Q a[g: 



kMW Badminton, Sqi/& Sioucastertnira (Stalafcea'iDy] Unltad Kingdom 

Post Offlca Addraas; Poata Franca Cocas c Petlta Frano*. aatlminton. So«th gitmctrtarafiira. United Kingdom 



(ZJpoode) 



Poa ADDITtOMAL 1NVSNT0R5, check (jox gj an4 aTtach 4heat wtTft same Informarfon and signature and date tor each. 



FROM NIXON VANDERHYE PC 4fc (THU) 1 1.1' 01 lfli/ST. 14 : 28/NO, 4860565788 P 9 



3 " 


inventor's Slyoiura: 




• ' Otis: 






lnwentor: 
Residence: (efly) 


Ged 
(lira) 
Wheedey, Ojefe«| 


ADAMS (D«««J3«<J) 

Ml (Jest) 

fttala/ea unify) United Kingdom 


British 




Post Office Address: 


S3 Ladder Hill, Wieatjey. 


Oxford,. United Kingdom 
















5t$rt*ture of Representative at G«d Adams 


Date 








Margaret 


Ml (J«t) 
„ • rstaiBAaomffly) 


(fiilfeanshfc) 




Post Gffk» Address: 










(ZpCode) 








4. 


lotnsH's Signature: - 










Residence: (<*y) 


tan 

((ten) 

HopeVefiey, Derbyshire 


STRATFORD 
mi (last) 

toaie/ounfcvl United Wrtodom 


British 
(caterer) ip) 




J»0*t Office Addrws: 


BrMSon Cottaae, Brettoff. Evam. Mope Galley. Dart»vsrKi». United ttnarfom 






(ZlpOida) 


S32 5QD 








Inventor's Signature 




Dai* 






Invartrar; 


CnrtSKipher 

(first) 


MORRIS 
Ml Qaat) 


Brftlsti 
(dttserishirt 




Residence: (cay) 
Post OCTea Address: 


Cnfppenhwn. Wiltshire 


(stetetasontrvl United KInorfnm 






36 Boundary R«wd, Chippenham, WHtshfre, United Kingdom 






(Zip Cede) 


SW153NN 






i = 


Inventor's Si^ielore; 




Date; 






inventor 


Mohammed 


«*> (ten 


BrftSh 




Residence: (cfc>} 


Wttfilr>qton.Maneti«ster 


/stalefcaimtry) Unhed Ktafldom 






frost Office Address: 

{ZIpCBd*) 


12 Everett Court. Everett 


Reae£ Whhlngton, Manchester, United JOnerfom 














inventor's Sfcriature; 




Date: 






inversion 

fi«idencs: (city) 
Post Offce Address: 


Matthew - 
' (first) 


MAVUOR 
Ml (tosti 


British 
(difzerjship) 




West Chcstlunt Hennar* 


Shire (we/country] United KJrtadom 






18 The* Hra, Hammondstr 


eel Hoed. vy«t Cheshunt Her&ordshira. United Kingdom 






CZIpCcd*} 


EN7 SUO 







FROM NIXON VANDERHYE PC £ (THU) 11. 1' 01 .l^ST. 14:28/NO. 48605^788 



(iirttl >l (last) (dUwnsWp) 

ftefdsnc* (dM Whaatlav. Oxford (watafeounby) Unftwj Kingdom 

PeatOffieftAddretE S9 toddy Hrtl. Whaatlayj Oxford, UntttdlSngdom 



Signature of l_*sai Rzprmsprtfaovw of Ged Adams (his wife): " . 

-j.- < -t? * , YnciAa^T !r . Hckojfrvs. cm* 1£\L leal 

^ t ^' 1 ° V <*«t) A M « Sift ~ («HMMN» ^tfc 

PwrtOfltoAddtw* <Sfti.^^?=*e^> ^UTQK omC^O^ UmT,g> Vi^^-N^ 



!an STRATFORD British 
Hope VaBey. Dattyshire tstsWfcourtfty) Unitfcd Kingdom ^ 



PostOttcajsddraas; Breton Cottage. B/*non, Eyam. How Vaflay, DtPbyahlre, united Kingdom 
• (Zip Cod*) <— 

hvsrtort SignaUira: 



Chrtatopn*.- MORRIS 
O ast) 



R»s««iec (e^J . Oilppatmaffi. Wlftahini (atatc/fflHrfrtry) United Kingdom 

FostOflfcaAddMas 3< Boundary Read, Chippaftham. Wfflshlra, United Kingdom 



(ZipCad*} 



Rai4«Kq:(cfty) Wlttitngtcn, Manehaater («al«/counoV) United Klrwdom 



(cittaMhip) 



Fait onto Address: frrergt Cong &Kf«i ftoag Wlthlnglcn, Mmchjgte f, United Kingdom 
(ZpCftd*) ■ ^ 

invwrtoJ'* Signature: 



R«M«nc«:(eH# WestCttcshunt Hertrontehiw (staU/eounlry) Unjttd MngdonP 

Pott Office Admass: 10 Th+ rtre, HaBwionQgfeet Hwd, WictCTwstmnt, H«1K»dshire . United Kmodoi 
(Zip Code-) EN76UD - - - t — 



Inventor's Signature: 

Inventor: Ged 
(first) 

Residence: (city) Wheatley, Oxford 

Post Office Address: 
(Zip Code) 



59 Ladder Hill, Wheatley, Oxford, United Kingdom 



ADAMS (Deceased) 

(last) 

(state/country) United Kingdot 



0X33 1HY 



Signature of Legal Representative of Ged Adams (his wife): 



Residence: (city) 
Post Office Address: 
(Zip Code) 

Inventor's Signature: 
Inventor: 

Residence: (city) 
Post Office Address: 
(Zip Code) 

Inventor's Signature: 
Inventor: 



;: (city) 
Post Office Address: 
(Zip Code) 

Inventor's Signature: 
Inventor: 

Residence: (city) 
Post Office Address: 
(Zip Code) 

Inventor's Signature: 
Inventor: 

Residence: (city) 
Post Office Address: 
(Zip Code) 



Margaret 

(first) 



Adams 

(last) 

(state/country) 



(first) 

Hope Valley, Darbyshire 



STRATFORD 

(last) 

(state/country) United Kingdom 



Bretton Cottage, Bretton, Eyam, Hope Valley, Darbyshire, United Kingdom 
S32 5QD 



Christopher 

(first) 



Chippenham, Wiltshire 



36 Boundary Road, Chippenham, Wiltshire, United Kingdom 



MORRIS 

(last) 

(state/country) United Kingdom 



Mohammed 

(first) 



Withington, Manchester 



JAFFAR 

(last) 

(state/country) United Kingdom 



12 Everett Court, Everett Road, Withington, Manchester, United Kingdom 



Matthew 

(first) 



West Cheshunt, Hertrordshire 



NAYLOR 

(la st) 
(state/country) 



16 The Firs, Hammondstreet Road, West Cheshunt, Hertrordshire, United Kingdom 



British 

(citizenship) 



British 

(citizenship) 



British 

(citizenship) 



British 

(citizenship) 



British 

(citizenship) 



